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^$n(Chapus C. Biochimie 70: 1223-1234, 1998), ^©o^M^ttSX 
*T\Mfc£*VCU >;\°^'>X^A^»iT^(Green P. H. and Aust. N. Z. J. 

Med. ii: 84-90, 1981). mmmmm^ fc— ^TiBK*a»fc*viT h u t~>;w 

*T«Jlii»T;^5>i:JIS^Lfc«ieT#ifiELTJIBI»lffl!a, IffiBM& 

^>A^»**fi«KI»K©«i^tCPit)S«1lltbT^tf&nfc(0ckner R. K. an 
d Kane J. P. J. Biol. Chem. 257: 7872-7878, 1982). 1 
994 ^^Lodish *>\Z&.K) #81 • ^ P—^>^$tlfc Fatty Acid Transport Prot 
ein (FATP)T**. 
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FATPaT^XJgJSWia*^ expression cloning strategy KJ; OmMHtlfi 6 
3KDa©plas,»a membrane protein Ctl*JMtt9fc» as * &iMMUl 
tt*SffiKKffliROii*S-aKWIC±#S-a-S : (Shaffer J. E. and Lodlsh „. F . 

Cell 79: ,27-436, ,994). *»«»W*C±0 CO^/t^Bca^ 
ttDWWtj:^ T^COWHilM, 2, 3, 4, 5**0 
-_>y*n7i. *©56^SfflfcOiLTStt*!«K$ft&fc©| 4F ATP-l, 

-2, -5T*D. FATP-3, 4 H^ST*^7iK>i Se(4 « esnTua . u(Hirscll 
D. Proc. Nail. Acad. Sci. 95: 8625-8629, 1998). 

fatp ammmmaimamattnmtxr^m-vT.^ mmm ^ 

W»*nTl»*«.l|,. D. P. ana Strauss A. ,. N. Eng. ,. Med. 330: 9,3 
-919. ,994: Saudubray J. M. ,„ New Developments in Fatty Acid Oxidation, 
P. «. Coates and K. Tanaka eds.. New York: Wiley-Lias) ii* 6 . Z<D ^ 

-HittftoTus. ^iRfcWR-iasaffljws^tDisgijgKKaiaEa, « SAC5 

Tfe FATP «JUI*f >j, a ,j >^PPARr t J;S»» SS( , S - £ *t SSSnT 
*>*0krli.6. J. Biol. Che*. 45: 282,0-28217, 1997). W+0MWN| 

a. o« fatp wffl **arr a ;iT;oi SS6 « st 

"iWWlOBWBtolBCftoWWi*^ FATP efHJR«fi 
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i*'m\z&tf% fatp <Dftm ^mmzmm-r % z. tr^m.m<r>mm^nx ^ 

(Andreas Stahl, Molecular Cell, 4, 299-308, 1 999) o S e>£tM&GHB# 
U^WC&JfiUE^ LPS S^x^ v hT FATP timmZtlZ (Memon 
R. A. Am. J. Physiol. 274 (2 Pt 1), E210-217, 1998) Z £^6, FATP (Df^ffl 
% Z t \z J; D J&lM £ ft C #> £ -T lfe«Ett«5JSl©i&* fe shit? # 3 o 

FATP7rsu-tt— #;mm±* atp *±txc*«ifc«#$n 

fcflBWSW*"**** ^n€»©fH«J47^;WCoA"&ja»*(Acyl-CoA synthetase) 
Tfcft#*^"C^5. f FATP 775 U — 13 Acy 1-CoA synthetase 

ttsut^mtsns. ^n^Ttc-r^xFATP-i ^»tt*wrs^^tt« 

ft^ntV^ (Natalie Ribarik Coe, J. B.C., 274, 36300-36304, 1999) . 
Z\(D&o\Z FATP 775'J- i£g«flBl#B* & £ £ %> KttttK U T V> 

o n ns. t^o t z. <D&m<Dm&&m&?z ztmnrnwiomm 1 1 
b\zRW*m&-?z> ztizteo, m&swxDim&mzmmTzmm obmm. # 

— J&lCfc: hl^>/^IC}l Tissue plasminogen activator (TP A) 

z<D&?\zmmtm?>'V7m. mzmtomnmm^ttmizM^-rzm? >n 
±m<d£o\z. m* mzmmmmmvmm^to&Q&wzMs-rz 



WO 01/04301 

Mtk PCT/JP00/04549 



O-aruyama K. and Sugano s. Gene ,38: 171-174. 1994: Suzuki V. el al Gen 
e 200: ,49-,56, lOTTMLftM*,,^ t h cDNA ^ y? tj-**^ 

e. al. Biainformatics ,4: 384-390. ,998; h..p://,w».hri.co. jp/a.gpr/)* 
TMdll^-ytMiMmki. *g cDNA ^ LJfc> , . L Tf . 

^nth^ftcDNA^D-xDjfia^^L, PSOI!T(Nakal K u4 Kane|iis 

an. Genomics 14: 897-911. 1992)T->^;n a?!l ^ i ^ sn5 ^ D _, 
«MM9C«*U «*>/t»»*n- HT-5 cDNA Mt Si f8^ J?n ' 

t47i/ ES «* SU£ . *LTtt75; SE ^S^ 1T , BLASTCAUs 
chul S. P. e, al. J. «„|. Biol. 215: 403-410, ,990; Giah f. and Slates D 
J. Na.ure Geoel. 3: 266-272. 1993: nttp:// m .nobi.»l..„i„. g „v/BLAST/) 
l=<fc 0, GenBankGit tp://www. ncbi. „I„. „,„. gov/feb/Genbank/index. h..I>* Sw 
i S sProl(bllp://www.ebi.ao.uk/ebi.docs/swi S sproUb/s.!ssbo»e.btH)SlfiJffl 

= 5 WfffMCT. *»«*&»** c DNA * o - j pSEC00 
67 (KT. rpSEC67j ifcfMBf*) tttBLfti C(D ^ D _ >Hi 
ty Acid Transport Proteio-3(FATP-3) iifiSU-^T 83* <H6~H8> . * 
LT7i;tKWM (09) »*tnj2- t «l-4i«iai*>/t»lit 3 
-CLTb>&. HC*JMS#6H < PSBC67KJ;oTn-KStlS^>/^H* 5 
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Cl] TIE (a) 7^6 (d) (D^-mmzwdM(O^)^^V^Y-. 
fz|WM£&M6ft£n- H-T S# U * ^7 Vtt Ho 

(d) e?ij#^: i \ztzmznfzmm&mfr*>tez>-#vx?i'* ; ?-\ i £x h 

: 2t'fB^^n7 v cTSy^iB^b7 t c c^MeMi:^W^^^®a 
^ H£=3- U * * U**^ Ho 

C3] ci, C2] tca3«©#y 5? ^u-*^Kt'<fcoTi3— Kansas 
s. 

C4] ci] , c 2 3 (diBmo^y^^^^H^ifA^n^^^— c 
C5] ci] , t>b<« C2] »cffi*©#y^^u^F, C4] \zum 

C6] C5] 56»^&lHl«R-rsXS*^tr, 
C3] (c8B«©SeK©»jfi^ft. 

C7] C3] (ciB«©sesttc^-r*et#:. 
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■fe>XDNA„ 

13) C3) izmm<D?>rtpn\zm&?z>it<£i!fo&xt7v-- > sf- r z, 

(a) C3) lCE*©^>/l^KJc«EttK»*«t*$-&*XS, ££Z>* 

14) C13) fCfHmCD^fC J; Y) C3) KE*©*>/* 

15) C3) c«©^>/^^Kft»sr*iitt^©«wi««©flti)a 
(a) C3) izmm<D*>K?nz&m?z>mm£, mmvtc&mmmm. 

6) C15) Kffi«©:frfclcJ;DlMlsn3S» C3) {CfB^©^>y>? 
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*5tmz&rtZ>T SL ymW.m^m.mmmommmt. Kar l in and Altschul \Z 
cfc <5 TJUlf U 7TA BLAST (Proc. Natl. Acad. Sei. USA 90:5873-5877, 1993) fd 
«J:oTft)gT5:Wt5. ^<DT;HfUXAtcS^^T> BLASTN ^ BLASTX 
£i?tfft5:/n^7A#raS8S*lT^S (Altschul et al. J. Mol. Biol. 215:40 
3-410, 1990) o BLAST iZ&^T BLASTN \Z^-DX^MWM^M^^^\Z\t. 

* — 9 — \-&TctX\Z score = 100, wordlength = \2 £TZ>o BLAST 
tCS^T BLASTX CioTT 5 7 ^BS^J £#Mff £ (3 it, A* ^ 7 - ^ - it 
TztPLit score = 50> wordlength = 3 BLAST £ Gapped BLAST ^0^7 

AZm^Zm-SilZit. gr^Utf? 2*0)^7 *)Vhnp* — $ — &m^Z> 0 ^tlb 
(D^tfr^^O*#:W^^&«^T & £ (h 1 1 p : //www. neb i . n 1 m. n i h. gov. ) „ 

n^PSEC67 (SH^J#^: 2) fcL < >S6fc:<fc 0 Lfc fc 

*itmi*<z>5^ h^w-^awsT?** nt-2 »jitsKiHiiia*^aiagsnfc cd 
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rotoocs .-MoIecuUrBiolosvedH. We, e, a,. ( 1987) P(lblish . Joh „ 
«■> and Sons SecUon 16 .,. 16 . 19) . r „^^ 

hDh7> ^" i ' 3> ( «*«- r »» '»« «*Ht, o ( mRNA Nation in 
«he n-Cease-.rea.ed rabbit r e liculocyle , y sa,e sysle ». 
-.1.1. dm) NAR .7.3.29-3,44, M , ftCCJtO*^,^^,,^ 

^•w:^,^^,, new: afcHtor^. 

,<* 5 ^». W1J> ,, ^ w>jB , Jy _ ; ^ ^ 
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BLAST |ft3RT;i/=fUXAft:^»C«koTft3ti-*^t*«T?**. 

^>/t^«c*5tts75 yggo^s^^sSBtett, -eo«ffi*^j#$nsis 

PSEC67 <h^f^(C|H|^^^>A 0 ^K^, HSffc&T&nfcf, ^>A# 

rent Protocols in Molecular Biology edit. Ausubel et al., 1987: Publish. 
John Wily and Sons Section 8. 1-8. 5) £fUffl UTPfif 

^tie>J2A^llglW^T*oTfe, PSEC67 tcfcoT^D H *jW*B£nfc!B«frB6 
T?*n«, ffiR©ffil»&*ffl^£££:a*T#5. PSEC67 K«fc*aBl»»©fl!t9£ 
*fcfc, »^Jglfril©#«ETT?PSEC67©fgS«HJia&««L'. £ 

(1) *^Bj(D^>A o ^M^mb^i}a^^^n-;L'^is^nfejfti»#ffiTT 

(2) »l*ttrafi:7c3llT««Snfcllil»Bfei BSA 
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psec67 £mmmzmmu9>rt*m** mmmizmtooMfvy* 

Wt>> ^H#T*>tl^ A-f^U^W-tf— v a (Current Protocols in Mo 

lecular Biology edit. Ausubel et al., 1987: Publish. John Wily and Sons 
Section 6. 3-6. 4) £fflV>T PSEC67 K"TS DNA mm (SH^J#^ : 1) £fc 

n^m.hwmmz.mmti^yn^m.^n^>^t\-t, mnn^o^>z\^^^> 0 - 

<7}£? PSEC67 £3- DNA t/W^'J ^XT* DNA K$n5^ 

-y 3 >0Xh'J>yi>y-lt SI3t TlxSSC, 0. IX SDS, 37Tlj ggT^O, 
ckOil^fribTli ro.5xSSC, 0. \% SDS, 42"Cj fi^C^D, SSKJKL 

i^ftttTH ro.2xssc, o.i* sds, 65^ @st$>d> /vri/y^rif— -> 

{lb, ±IBSSC> SdS&£Z*Um<D&ft<»&&&t>-&\$m7F;-C$>Q* 
iIS> PSEC67 tT5/BtE5!^^T?«Vi«IB]tt&Wr*. 
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^(Difc. lN5^t§i|B&flir(PCR) (Current protocols in Molecular Biology edi 
t. Ausubel et ah, 1987: Publish. John Wiley and Sons Section 6. 1-6. 4) £ 
ffl^T PSEC67 KTS DNA BE^iJ (@B?U#-St : 1) ©—»**><!: 13^7^*7 

— fcRfhU PSEC67 DNA BB^Ji^te^©— ^£ffil^14<£>i^ DNA 

wrK-&iMtLT\ ^ti^fe^tcpsEce? 9>nvnt-wmmz.nm>t£9ywn 

feOT*n«, ^©^J^#KfHIKfci:&<. cDNAGHfi, ^VA DNA, ffc^/ifcD 
JifBCDd:^!^ PSEC67 2:3- F-TS^Sga^iJ (SB^J#^ : 1) *> I, 
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g& £ 7° u - 7 £ b fc/ W ^ U ^ if- va>^:nb i£S@H?iJ * *> £ b 

fcy ^-r T-^ffl v>& pcr mmvismz & v mmrz z. tAmn-e&z. 

Ltll # AbfcTH U * ? vtt F **je»c««r-rs "ban? 

tfm^?? — t. bTfcipBluescript ^ ^ — (Stratagene *fc®») &£#$f £ bV>. 

lipET^*- (InvitrogenttiS) , JS3NM&Tfcnfcf PIE18S-FL3 
(GenBank Accession No. AB009864) , £«MHfln?*nfc£ pME18S ^ ^- (Mol 
Cell Biol. 8:466~472, 1988) fc£#$f£bV>. ^9 9 U 3* 

^ FCDjf Ate3ti£(~£ DfBI|g»*lM hSfflVifc'J ^-ifS^lCi DfT5 

(Current protocols in Molecular Biology edit. Ausubel et a 

1., 1987: Publish. John Wiley and Sons. Section 11- 4 — -1 1.11) • 

vi. cos ate, cnoMfflLteZ&WTK-tzz-ttf-e&z. 

^dFLffi (Current protocols in Molecular Biology edit. Ausubel et al., 198 
7: Publish. John Wiley and Sons. Section 9.1-9.9), »J^7x^^5>ft (G 
IBCO-BRLttlS) . ^4 >5?*#^a>1kteZ<D&mT*ft5Z.£1fiZ5tBT! 
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It rffifflMRj A:T, G:COifiS^e»feS2 2l!:0DNA©-^©«^-r 

< tt^Tft < <h *> 80% > c fcOfi i ^L<«90% > S£fcI$f£L<fcJ:95J! £U:©t» 

U * ^ U ^ F £*t4>S-r £ #> © 7° 7 -f "7— £ b Tf Uffl T -5 - £ tfRlffiT* 3 . 

izVXm^^m^Zit, MIS, 15bp~100bp, #£L<<;«15bp~35bp 

^F(D'pte< !8^b<«£g&©gE?iJ£*rU 4>&< tfe l5bp<D3gg©# 

UTfflVifcy— tf>A-r^U^"tf— ~>a >^RT-PCR 13 J: 0, fiSI^Sr&aE 

(PCR) tCfc D > y y A DNA-PCR RT-PCR \Z <fc 0 *f§BJ © ? > A° * » £ ^ - H 
t-5DNA^©S8S«fflW«tt€:*S<IU RFLPfi?#T, SSCP, >"-^X>-»^ 

*&m\z&\,>T. r@H^ij#^-: i\znm.<Di£v*2v* : ?v£%fmmz;\-(7 

T>3Hz:>XDNAte, T>^il>^«l**§l€ried-rfe«>t^ 4>&< <h 15bp 
£LL, £F£U<tel00bp, ££tC#£L<& 500bp^±©mfi£WU ilS, 30 
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OObp £U*K #£L<te2000bpJ^ft<Z>£Ift£#T&. Z<O^UT>^>7. DN 
A Cite, *^©^>/^I©M (Hfg^^^m#) ^t'CiltfcM 

s£y>^-fe>7> DNAti, #f§HJ!<D^>A 0 ^«£P— FTS^U^I/^- 

^K (0iJAte\ 6H^J#^-: 1 ICfEi&tf) DNA) <D@S^M$g£Sl;:*X*P5P;*-X- 
hS(Stein, 1988 Physicochemical properties of phosphorothioate oligodeo 
xynucleotides. Nucleic Acids Res 16, 3209-21, 1988)&<i:tC <fc DH^TS Z 

£ri~te> #J;U£\ l/hnrM^x^^-, 7tJ?'()V7.'<9 9'-* 75VB6 
^— &££fiJffll,T» ex vivo in vivo feUElZ <t O&^^tS^&fr-S . 

(Current protocols in Molecular Biology edit. Ausubel et al., 1987: 
Publish. John Wiley and Sons. Section 11. 12 — 1 1.13) , —^3, =EJ^u — 

£<h#ST#£ (Current protocols in Molecular Biology edit. Ausub 
el et al., 1987: Publish. John Wiley and Sons. Section 1 1 . 4 — 11. 1 1 > o 

>/wmzmtrr2>mm*. *%m<D?>wm<»mmztt\x. m 
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mz.t>nz>o m&mz\*. mz.i*mm. jm> ^rcitmmta^^^^>^^n^ 

hin&te, M^^t h©feOtAniAfc7^77 TFunctional tra 

nsplant of megabase human immunoglobulin loci recapitulates human antibo 
dy response in mice, Mendez, M.J. et al. Nat. Genet. 15: 146-156, 1997J 

(Methods in Enzymology 203, 99-121, 1991) . 
-TZit&WKDX? *)-->>??5mzWtZ>o u0^^U-->^SH (a) 
(b) ^^>A"^K$fc«^-<DgB^y^F{^^-r^<b^^r^-r^Xg^ 
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*) «»*>i>jflrc&s. >/^sss»tt efflux. *^ 

(b) ^JB«f»©^J»^©WOiii5^Ht«r«3£t"*X8, *5«fctf (c) «fc 

*yj>Bt» 9#U>lk 5'JXf>K, /i;i/S^>8t» ^r7U>i, 

>m> >jy-;MI, x>r ni^>*x>&«#tfs;i£a*T££. 

PSEC67 {CiS^O £J5P«tt&*«3n&K««tt, ^Tnt>**WK:J:<5X^ 
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^— sg-effl-sy-rsr. ^iCctOfT^ iH»JL£:M^\ 
^©^>/^I^MIt'5^ (0S*fc*, tbflftBMt* IE«^tt»te 

Steffi* #te«5Pt§. w*«»> <D^mm&iz\*.femm^<Dj&m*m%.*> 

tnzte. mMtsnrcik£M&te&mmmm\z&-$--rz>&>*\>\z. 'Atoamm^wx 
mz£0Mm<tisTn5-&ftoz\£b~Bsmx'&z>o mz.it* mm&±w&2m> 
&&%v<imfc m&mz\t, mm^^m^myK. mm®, Kim. mmm 

&n&mmte&^M&m&MRTzz-£tfnsmx~$>z>o sfc, mtsw dna \z 
.kon-K^n^sfcoT^n^ &wA&&te¥%imm'<??'-\zm&fr. m. 
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m 1 \ts 29ZfflM\Z3drtZ> PSEC67 ^>/^S(DM§^T?X. 
k transfection (D*fflj^(D*^<hit££Lfc:* W >^(D5t0^W^^-To 

0 4 te, RT-PCR tCck^> PSEC67 ©ffittSMtJ^-r^ J*. 

0 ^1/-T>^, ^ra79*K>*©*0fc*&3*TB. Mock 
transfection (DSfflfl&fC&tt^ Ay 7 7— S 1 t Lfzt^(Ditm^T 0 (A) 
tt, >&, (B) tt77+h*>iOi^*it. 

0 6 ft 2£fg9§<Z>PSEC67 FATP-3 £3— cDNA (D^SB5?(I£ 

0 7 te, PSEC67 <h, FATP-3 Ft"£ cDNA 0>Jfcg6B#l£ 
08(1 *%m<D PSEC67 T^X FATP-3 £3 — Ht"^ cDNA £>&»gE?iJ£ 
19H ;£fg93(£> PSEC67 <h, "7^7X FATP-3 (DT^y^BB^J^rltUiUfc^^ 

01 on *^ibj©psec67 (±^) \zh<DT^)icok^mmm era) 

0757 ^SB^J ©7^-f*>h£ 0^5. 7 > z> <i t fc YIFTS 
GTTGLPK ft* ATP *6-&1g«£» FHDRTGDTFRWKGENVATTEVA &* FATP &#m*§&£^ 
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ims&m i ) psec67 <Dmm 

fc: hm i Mmmm^<D^^ bijji^y-^mm-vu^y-ommm^z^Kinmm 

mzftitnSmte NT-2 nmmmmm. (Stratagene*tJ;DliA) &m^T, cDNA^ 
-f^^U — £f£®!l^c 0 ^fM7Za7JH;toT, NT-2i|fflfl£ £1/^/0 
MbT^iL, i«*ffiJ&£*&T. iSCift (J. Sambrook, E. F. Fritsch & T. 
Maniatis, Molecular Cloning Second edition, Cold Spring harbor Laborato 
ry Press 1989) tZM<DJjmzJ: 0 mRNA £fi&£ti Lfe„ £<E>(C, :*U dT -fe;i/P 
- X T? po 1 y (A) + RNA £*S£3 b fc c 

poly(A) + RNA <fc 03"U y [M. Maruyama and S. Sugano, Gene, 13 

8: 171-174 (1994)]C«fcO cDNA7-r^7'J--*fPJSbfc. Oligo-cap linker(ag 
caucgagu cggccuuguu ggccuacugg / /ffi^U#-§- : 3)43 e kU c ^"U dT y^^TT— (g 
cggctgaag acggcctatg tggccttttt tttttttttt 1 1 /IB?!l#-§- : 4)£fflViT;£$K 

• wmn wm mm, 41: 197-201 (1996), y. Suzuki et ai., g 

ene, 200: 149-156 (1997)] OfSiJclC bfdbT BAP (Bacterial Alkaline Phos 
phatase) TAP (Tobacco Acid Phosphatase) RNA y^tf—zs a 

^— ^cDNA^-B-^iRNAcD^^rfT-pfco 5' (agcatcgagt cggccttgtt 

g/B2?«#*t : 5)<h 3' (gcggctgaag acggcctatg t/S2?iJ#^§- : 6)0) PCR ;/^-T 
"7— £ffl^PCR (polymerase chain react ion) \Z& K) 2 *fB. cDNA tC^&l^ Sfi 
I#JJ0rb/io Drain -C^Jifrb^:^^^— pME18SFL3 {ClcDNAO^fpH4$r 

^6T^D-->^1, cDNA ^-ry^U-^^bfc ^n?xi:0#fc^D- 
><D^7X5 KDNAlCO^T, If A cDNA 1M XsW 1 kb £TF<Z>? U->%m*tz 
cDNA <D 5' 3' S<D^SSH^J$r DNA v-^r> ->>yt££i (Dye Terminator 
Cycle Sequencing FS Ready Reaction Kit, dRhodamine Terminator Cycle Seq 
uencing FS Ready Reaction Kit SfcteBigDye Terminator Cycle Sequencing F 
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S Ready Reaction Kit, PE Biosystems ftM) £fflt^> ?-a7;W:f oty- 
^>~>>^J£JS^ DNAv—ir >■!*■— (ABI PRISM 377, PE Biosystems &§2D T 
DNA ^Sge^J^^bfeo 

sj-y Zf^r^ V y&T-^bfc^-T ?7 U — © CDNA <D 5' -**»©^*S|5*^:(Z) 
^fe^Co ^f-^^-XfOt hfBiOmRNAi 5* -*«8E^I*«— 
§^^o->t:o^T, ^T ; -^^-x4 , ©iE^]mRNASa^Jck0fi< 5*-5fc$K 

^<y^U-TCDcDNA^D-XD5'-^(D±» \.±&i7 U — >&/ 
t7U->&+ft-£&#u->m ] £fchieniim£Jt«TS££K:«J:93fra& 
fc. d©^>f^U-<0±S*tt6 2XT»0x 5' -t%m&\<D±&mrf 

XiZ. ATGpr <h ESTiMateFL Srfflt^T, cDNA <D 5' -^O^g^^ML^io 

ATGpr \z % AiGnF><Dmm<Dmm<Dftmfrzmmmi&3\ i >T?&&fr£?fr 

&^ffl-TZ>fc£>iZs\V y*7 7M9LTft<0 A. A. Salamov, T. Nishikawa, M. B. Sw 
indells 0 W^tt^D ^ [A. A. Salamov, T. Nishikawa, M. 

B. Swindells, Bioinformatics, 14: 384-390 (1998); http://www.hri.co.jp/ 
atgpr/] 0 mmt. ^<DATGfim<Dffl1&ZiF>X&Z>MWm'VgtVfc (0.05-0.9 
4) o ^OjSft, PSEC67 <D ATGpr 1 ffifi, 0. 26 T&o fc. 

ESTiMateFL tt, ^#^-^-7.*© EST © 5' -*^slB^J^» -m^WS.^\t<D 
tbmz&Z>±3: cDNA <£> pJfgttcDiiSV^ D->£jIiR-f U >^7lf»B 

EST tim&TZm&lZte. ^-©^D->« r^fiT«^VipJ^^^j t^JW 

-ts^&t, ±mmm^mtsi&?iz>'7>T&itvrcib<D-c&2>. 2^^-^- 

7.4 1 OESTE^JJ:0S< 5'-5fcfl|j&*#tfTt>5*^ *5«fctf5' -zmifimw u 
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->tt)St©i^ 50 ^munx^^m^^^mz^t u ^nu±m^ 
m£i&#±&£i'fro est t<D)tmz£z>5c±&£>i''2<DWffi-cit. ttmnrnt 
est (D%ttf£rtnitj>Mmm\$m£z>rf> m^. est ifi&u^m&iztttmn 
%(DmMmm<tez>xgM&z>o zomm^ 5* -m^mx(D±&mm^ 6 

OScD^U^^y^&l-J^ cDNA 9u — >fr^^m'Vn.U^*im&V>Wi^2V 
->&mf&?%<DlZ&^£^$}-t:&Z>. ESTiMateFLte, £^fc^-£"<- 

X^<D EST 3£i^*3l^2&&£ t: h5fc*Q mRNA CD cDNA <Z> 3' -M^^KD±&^W 

m-?z>izte. mz^mujjmx&z* 

^O^m, PSEC67te> ±&cdMT*&Z>Z.tf)^®\'£rLfro 

friz, t 'J n'*t 7 ySTMU/:^^ 77 U - (DZu-yfrZ, 5'-^g2 

^^W^L/tSeK^^^WJ^n^^A TPSORTj [K. Nakai & M. Kanehi 
sa, Genomics, 14: 897-911 (1992)]£ffl^ #<0M^Sai©75y*«[: 

m^) ^mmzmmvrco 

3E\zz\o Vxm^Lfz^a — >lz-D^X, ±& cDNA (D^iH^iJ. 

(1) Licor mAis-tr>V—&m^tzcWkmAmfrM^frZ<DU>tfiJ-- 
h'y-^r>7 (Licor ->—{r>U— (TP^ttBg^) ®7-a7;H:toTy- 
^r>->>^S^> Licor ^—^>1t-TDNA&S@2^J£^#rb£:) , 

(2) AT2 h7>Z#l/>l*lfcfifrt<E^&ffit^ Primer Island *£K:<££*Xt- 
s/H'>-^>X[S. E. Devine and J. D. Boeke, Nucleic Acids Res., 22: 376 
5-3772, (1994)] (PE Biosystems %tm<D*ry h t7-a7JW:bft^T^ D 
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-y*mW&^ PE Biosystems *t§3(D DNA y-^>y>^if?-a7JH:^ 
oT~>— ^>v>^J&U ABI PRISM 377 T DNA MS@S?iJ£#M?fL/i) 

(3) ^X^A^DNA y^-rv— ^fflV^^V^^^^ — S^-^-^tCck 
5y7-f7-^*-+>^ (#X^i^/&DNAy^-fV-£t>-£^PE Biosyste 
ms ftM© DNA dr > 5> > a 7 ;KC^ o T ^— * > v > b , 

ABI PRISM 377 -CDNAffiSE?U&ffiWfL//t) 

^ne.05Se^iJ^OViT, ATGpr £ PSORT »C«fcSfiWr*5j;aS GenBank SwissPro 

t \ztt?z blast mffi&ftvito ^^^:^^:©^o->*^N-5l5S(B^w'>^;^E^JS 
t>o#i&*>/^«* £fcJ4fflt*>/i#KT&s£te£snfc. psec67 

£ tt b #> £.-? 2> , PSORT T is V^frUfrW^Oti £ *l&7^ o £ ^ o - > lIO^Tfl 
MEMSAT [D. T. Jones, W. R. Taylor & J. M. Thornton, Biochemistry, 33: 30 
38-3049 (1994)]:fc e fc££S0SUI [T.Hirokawa et.al. Bioinformatics, 14,378-37 
9(1998)] (=#1f$B§Bfg**3£#1±H£^) tl^>/^« (transmembrane helix 
£fcO) t^m~T? : £2>fr£ofr$:&i^VTzo ^<D^^ PSEC67 \Z\% transmembra 
ne helix tffttET&ii^mZtl. >K2 ST*5 tm^tlfco Vtzifi^ 
T PSEC67 14, N-^MK^^EWtt^ffib&^J&W* 0 , £S 

cDNA ^7 Q — >"T?33<5 <t#x. ^>tl^. 0 GenBank SwissPro t IZMTZ BLAST 

#W©|g*» PSEC67 ifl-WT. Fatty Acid Transport Protein-3(FATP-3) 

83%, ^-1X75 /^l^^T 83%©*^0^-£WT£fr?t&^>A 0 

^^psec67 t4^-(D— frmmiz&^x. Mvm-smm, ^zs^<d cmmnz? 

ATP {w^^n^^^WTSc &ft J t<DWtm*'?tl*> Acyl-CoA Synthetase 
^*3e^*ViT"t>»#StlT(/^ (010) o Z\<DZLtfrt>, PSEC67teAcyl 
-CoA Synthetase f£ttfc0Ht&^ £ £j&H^£*15o £<Z)?£t3:&4, Jae-Yeon Cho 
i Z<DJj& (Jae-Yeon Choi, J. B.C., 274, 4671-4688, 1999) fclpUfc^fflslC 
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<D — 9 & WM. b tc o 

^□->£(PSEC #-*t)// 
BE?>J£// 

cDNA (DtM X(bp)// 

a y msa^jco^^T s y (a. a. )// 

N 5fcSSa> ATG 
ATGprl fit// 

5>^^-;HS^<JOW^S.^ MEMSAT, SOSUI t©IIfifI©W 
7 7T-V3 > 

PSEC67 // C-NT2RP2001142 // 2405 // 730 / /l // 0.26 // No & transmembra 
ne // 1462/1751 (835K) similarity to mouse fatty acid transport protein-3 
PSEC67 // C-NT2RP2001142 // 2405 // 730 / /l // 0.26 // No & transmemb 
rane // 935/1603 (58$) similarity to human very-long-chain acyl-CoA synt 
hase (VLCS) 

^MM21 fSm'J'^XS. H TpcDNA 3. 1 (-) - PSEC67J (Dffim 
PSEC67 >^1S«5&pcDNA3.l(-)Cii3lSbfc. 3T**:/5-f 

Primer 1; 5'- GGAATTCCGTGGAGTGGTGGGGGCCTGGGTGGGAAT (IE^iJ#^ : 7) 
Primer 2; 5' - CGGGATCCCACCTGCAACGGCCCCCACCCCACAGAGTTC -3' (gB?U#^§- : 
8) 

PME18SFL3-PSEC67 £r^>:/l/— h£b> LA taq polymerase (Takara) £ffl^T 
PCR iilCfc O 7 9 ^y > h ^^i'tib^o H CD cDNA 7?>f*> V t ^ * ^ -pcDNA 
3.1 (-) (INVITROGEW^^tl^nBamHK EcoRI TMSbfc^ -We*tl£T#n 
— T^^^fcSMClefcDifiSaU Takara Ligation kit ver. 2 Srffl^T^^Lfco 
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^tl^E.coli DH5 alpha tC^ALT, ^11^775 K£#fc= ^©^^X^ 

[££8609 3] 583SWKffl^^^5 K TpcDNA 3. 1 (-)/MycHis - PSEC67J CDjg^ 
PSEC67 (D coding region 5r pcDNA 3. 1 (-) / MycHis-A (CiH&nL'Tco tL-f~7=7 

Primer 1; 5'- GGAATTCCGTGGAGTGGTGGGGGCCTGGGTGGGAAT (S2^J#-^- : 9) 
Primer 3; 5'- CGGGATCCGATTCGAAGGTTTCCTGCCAG -3' (e2^J#^- : 1 0) 

VkXZ, PME18SFL3-PSEC67 £^>:7V- htL. LA taq polymerase (Takar a) £ 
m^T?CRmz£K)7 7tf*>h$:mmLfCo CCOcDNA y=r>?*y b£^?? 
— T&£pcDNA3. 1 (-) / MycHis-AClNVITROGEW^^n^nBamHI, EcoRl T?B# 
iiltfcE tn^n ZTfiu-X fJinm.^m K «k 9 SSJ U Takara Ligat 
ion kit ver.2 ^ffl^Tl^lfc. £tl£E.coli DH5 alpha CiAlT, MycHi 

(1) !7^X^ H(D^A 

cos-7 mm<D u >i*;i/'>^ASttaTo«fc 5 izn^rzo 

£-f 1 0g{Z lOcing^ — Hc*fflj&£ 1,000,000 cells/dish \ZteZ>£omM 
U JM20 ml *K 371CT 20 l^fW«**«6ttfc. 10^gO563g^^5 F£, 9 
83m1 ©0. 1 x TEKJgtfU ££>IC 142jul ©CaCl^^iDATZg-S-U 
T^Lfe, m<D^=L— •fiZfctfsLfz 1. 125 ml CD 2 x HBS £JB*U 5fe^^-& 
LfcDNAifc 1.125 ml ^jl-ntfe. 2.25 ml f -M;:jtaA<k<M^ bfc 



WO 01/04301 



PCT/JPOO/04549 



25 

ml CD TBS X 2 UliJfctfM^ 5 ml CD TBS-20& WtU-frXMffi.&Vt&VtZo £ £ 
5 ml CD TBS TSSfl&£ 2 EHJfcHK 5 ml CD PBS (-) XMffi.% 1 (n]ift*iM£:> 1 0 ml CD 

55S C0 2 Ti&*bfc„ 7^43, 293STOK-2^Tte> ^ U -fe O— JUv 3 y ^ CD*£f££ 
^CDB^^^^mbfCo iALT3 0g(:, gtltti«rf|]t. ^ 

ffl ufe^cDmsK^TcD3i o -e&3o 

• 2 x HBS : 
HEPES 5.96g 
NaCl 8. 18g 

0. 1M Na,HP0 4 7.5 ml/ 500 ml tK (pH 7. 12) 

• TBS (1L fotzD) : 
NaCl 8g 

KC1 0.38g 
NaxHPO/l 2H 2 0 0. 2g 
Tris-Cl 3g 
CaCl 2 /2H 2 0 0. 1 14g 
MgCl 2 /6H 2 0 0. 1 15g 
(2) V>7)l<<DMm 

Mfo\*?ZS(-)^y7 7-X2lBi$tft'&, (500 x g) \Z&K>M*t>rz 0 Z\tl 

Id 200 At 1 CD homoginizing buffer (20 mM Tris-CK ImM A-PMSF) Srtn^., feM 
m(iTeeze-thaw)^zmm^MLtc^yu>^^^^f--^m^T^ 10ft 

w.z : &TMm&i&&vrzo ^nsr iooo x gT-mM&M>bft8fci<-c±mmft&ffl 
Hi^tLfc. mm±mmmtmm'&(DigM& j t<Dti&. ^rzit^m 10,000 

t!v h<D*>7\/>7 4 )\/?— (CENTRIC0N; AMIC0N) &m ^XmffiXsTz^y? 
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(3) ^>/^^m<D^th (^xx^y^n-yf^/^) 

^r>-f)Viui\\Z 5 x loading buffer £ 2m 1 ImX. lOCTCT 5 ^jKj&^-trc 
ft^t^tfCT 2 rfrF^^lL/ic SDS-PAGECPAGEL, ATTO Corporat 

ion)lI#U 20mAT?^ I BtP^mM^c»J^fTofco i&7^ ^;i/£:/P>y^> 
^A^^T-tfT^J 20 ftffiifmifrZ&rzW:. Wl buffer 10 ftm^-ffiithfc 
PVDF 7*1/ >\zy>V^(D9>n ? H£ TRANS-BLOT SD SEMI-DRY TRANSFER CEL 
L (BIO RAD)£fflUTm^,#H- h7>77j- L7c 0 
-^D7f^>^7 7 7- (1L ct 3 ) : 
3g Tris-base 
14. 4g ^'J->> 

20% x*/-;u 

^>/^ft£r h7>X77- bfcPVDF *y?V>%:~JUy23L-7. (±B* 

mm) x^m^2mm. ^tM^x-m.yu^^-y^vr^ (anti 

-myc antibody, INVITROGEN) £ 1 Pf P^M^-frfco ^>7 , l/>^?tE 
in# (Peroxidase-conjugated AffiniPure Goat Anti-Mouse IgG (lackson Immu 
no Research) ^iigtl mmfcfoZltfzo £ 6f3* >7U>&$i&Wi. ECL West 
ern blotting detection reagents (Pharmacia) £flH>T^ >/^^7KS^iiS bfc 0 
PSEC67 ^^Ab^MOi9BSaiii7>(-^ 70Kda (D? >A°^ff <£>A*> 
H^tB$tl7io ig#±flflljft\ SXKMock transfection (293 MUStC^ 9- 

^n^^ofeo tot, aanaH^To psec67 ?>/^?no)5£mt)mm-£nrzm 

Do 
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IBiart^C5flH0ii*l3^>Ci-C*^WUfc. ±M<D£^)\Z 15 cn^v-v — l^T293 

At, SBt3«ifi^iftbfc. <Dtt Blzmi&& \0% mtHWLMWita CS £ 

^trD-MEM(antibiotics -)i:^ilTl 0i^*Lfco 7^tO0l:Sf7^ 
•7*5 >S^JI£JI£& (Albumin-bounded fatty acid) SfPfiLfc. 40t:(C^b^5 

uqtk ioom i izv*c]-^-u^>m \ou\ *jnA6<at»bfc«, b 

SAfg$t (prepared from fr.V, SIGMA, 20 g / 100 ml) SrS^^Utrt* 1 : 1 \Z 

tez&oizuax.. m j $>frizm&i,tz.o ^niw2«»©PBS(-)£ifcanu 37rT4 

5#IWJRJ&3-&fc. fflJ&<0#*-t»£©^flfc'K ml <DPBS(-)T2|s]& 

PBS(-)£5 ml >"r — U\zmz.. ±.)V7>tr l"T /^-THia&JiSflStB^a. 
-^tC^Lfeo 3ftii>bT*fflJia&i^6fc^ 5 x 10 5 cells / ml KlfcSckS K PBS 
(-)£*iQUfc. ^O^, *ffl!&M^£ 200^1^0**© 15 ml^UyPtfl/ 
>^oL-^C^bfCo ^M®^^37 < CT5^yi/-f >+a^-M,&E 5 

Qui <dt)i<7^ >^ngj»si([ |4 c]-* w >^t;w^^ >m^mm^^=L- 

7\ZtiQ7LT zm-T; 3 ttmfcfoZ'&fro &.Jfc'&^>tf>*.%iVtc Slop solution (=Was 
hing solution; 0.1 % ZSkitiSVS&TfiS) . 200 mM phloretin in PBS (-)) 5 ml 
&&^3. — -7\Zftl?lXfcJfc&±t£>rz.'&. saturate buffer (0.1 % BSA (JSSmW^ 
in PBS(-))^-C— flfrfr^xU'— b£-fr£:GF/C >f ;U^-T*ffllfe£}t 

5 ml O Washing solution T 3 lMfl££&#L£:o -€-(£> C©^7X7 
^;|^_ ^io ml O^UT^H *Anfc*#-»f H'>a >flj/W7^'PT 

^(Dm^ ?SEC61 ^—mmzmXhrzmmit. Mock transfectionO^Mcit 
^T^W >m<D& 9 &^£W«K:^jn£i2-fc (02). 3 > h D-;l/ £ LT rat 

fatp-1 &mAisrcmm*>*wc >m<ow^^mnu^r^ inmmz^z 

(D^£r^Ab (Mock transfect ion) h^U^ >&£>5iD&#-£±#£ 
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A^MCFatty acid transport protein) t^=^^MVX^^>T^ &>t.3%X 

G-418TS5f6^LTViS^O->*a*?f S^ttZ«koT, PSEC67 

3) o 

PCR^^J: D PSEC67 ©fc. hiE#ffl«t3*3ltS»«l^&tfeHL/t. t hlE^ 
{fiflfccDNAli, Multiple Tissue cDNA Panel (CLONTECH) Srffll*fc. La taq polym 
erase (^SiS) Sffl^TPCRfe&^Jfibfc. ^'fT-ttKTO^-fT-S 

5'-oligo; 5'- AACAGGGCTGCACGCGCCTT -3' (gH^J#-^ : 1 1) 

3'-oligo; 5' - CGGGATCCCACCTGCAACGGCCCC CACCCCACAGAGTTC -3' (i5^J#^- : 1 

2) 

PCR©lM#;HfiScW:25* 30, 35 lEl^fT^> A*> KOit^fiSfPlCjibT^fc: 
9 )Vfk (30+1-^^^) (D^llcS^TfS51£¥iJ5£L7co 

pcRj*ic«kt)iai»^*»Wbfc3(g*, SuALfli, /JnJ^> i£Bt> * 

Hi. ^HTfe^(7)^^e>nfc (04). ^tlbCD^<h^b, #fgBJ<D^> 

a°^Spsec67 ji, #»«*^iBJ»K*ixOAnT«k»«tcx^;i/^-*^i(a« 
immm i ) psec67 

PSEC67 CD£&jmifrtt3ft& £ J^TOJ: 3 \Z L T&W b feo "D * D 4 
43WT\ ttltttl^<£7c**«bfeS«iiteiefc^V^T BSA Ifii^liJftKSfPSt* 
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ttratt7c*«HLfc*«iBteBio 20 {g^g© coid &mmffim&mmi>, 
mmmmmm bsa zmm^frttrf* ymom-s \-.u r h >mco^^ i : 

t£mVtzMffi.mmWL& 37^1? 5^^>+^-htm coldflgflfim 
/BSAjgtt* 50 Ml flDx., $ >^^- hbfc 0 -^O^ 

ttlttt^ffi^MILfcTJl^ >^l!§ra^ 50 n 1 flQ*_T 3 ftmKfot£1±tz 0 
jKJ&it. ^f-^Jiki^L/i stop solution (=Washing solution; 1% BSA (flgflft&8S 
^Sn), 200mM phloretin in PBS(-))5ml jl — yiCSP^T^^^r^iliL-^io 

^•(D)gll:^0 5{'^To PSEC67 £#AL£JifflJMu Mock t rans feet ion (MAS 

<=><£> SiDjA^te, cold OD^-l^-f >K«wJ: DtfCilJ^nfc, b^bf^il 

it, Bsmmwmikmm* fowsm* &&mmw. wmmm \zmtz>* ^m^v< 
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1. Tie (a) (d) <D\,*-?nfrizm,m<D#vx?is*3 L } i * 

(b) mm^: 2KHB*SnfcT5y8tE9U*^^*aaK*=i-H-rs 

(c) BB?iJ#^: 2tClH«tS2«$n^T^yBIB5^J^^T, l«L<te 

(d) 65^"J#^: HCl3«c$n^SS2^e)^S^'J^^U^Hi:Xh 
•J >vx> K^ttTTA-f ^< h'TJftoT, SB 

2 . a*$£ i jcbb*©# u 5? ^ h i:j;oT3- HsnsaaR©*^^ 

tB^co^ z ? - &««f-t & mm tm&o 
7. »^3izffi«©se«^-rsK#. 
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10. i!f*«9fc8B«©#U5?^U^-5 1 H^&»:*, mHOR 1 K:fB3t<7># U * ? 
X DNAo 

14. m&mi siznmommz&Q&m-isnoz. m^m3\ztBm<o^>/^ 

1 5. m^m3\z$m(D^>/^^n^m^^mm^<D&m^m<D^K>^^ 

(b) smuiJfe^^^^^oji^tt^a'j^-r^xa, 

16. st^i 5\zftm<Dj3mz£K)mM-£noz>. m&m3izmm<D?>/V7 



